The enclave technique was devised to create a circumscribed lesion in connective tissue for observing cellular responses in vivo to bacteria, antigens, and biological materials such as toxins. This site is largely free of erythrocytes, tissue cells, and supporting structures, because the migrating leukocytes of the inflammatory reaction collect on the thin tissue membrane of the bacteria-air enclave. It differs from the connective tissue spread technique of Kolouch and others (1-3), and the granuloma pouch technique of Selye and Heuser (4) in the way it is established and in obtaining samples.
The enclave technique was devised to create a circumscribed lesion in connective tissue for observing cellular responses in vivo to bacteria, antigens, and biological materials such as toxins. This site is largely free of erythrocytes, tissue cells, and supporting structures, because the migrating leukocytes of the inflammatory reaction collect on the thin tissue membrane of the bacteria-air enclave. It differs from the connective tissue spread technique of Kolouch and others (1) (2) (3) , and the granuloma pouch technique of Selye and Heuser (4) in the way it is established and in obtaining samples.
Preparation of the enclave. Mice were anesthetized by intraperitoneal injection of sodium pentobarbital (verterinary preparation) at 0.6 mg/g of body weight in a volume of 0.1 ml. The hair on the back was removed by electric clippers. The organisms for injection were of an 18-hr culture of Neisseria meningitidis (recently isolated from human spinal fluid; no. 791 of N. Vedros) grown on Mueller-Hinton agar slants under CO2 at 37 C and suspended in Earle's balanced salt solution (Difco) or Isolyte (Baxter) multiple electrolyte solution to a viable count of 100 to 200 million per 0.5 ml. The standardized suspension in a volume of 0.5 ml was drawn into a 2-mi syringe fitted with a 26-gauge needle, 0.25 inch (0.63 cm) in length. One milliliter of air was also drawn into the syringe. The needle was inserted into a disinfected skin site, on the midline of the back of the mouse, to a depth between the subcutaneous layers of tissue and the musculature, but not to penetrate the muscles. Holding the mouse and syringe and needle at an appropriate angle upward permitted the introduction of the air first, then the suspension of organisms followed into the chamber created by the air bubble in the tissues. The enclave was a soft swelling, approximately 1 cm in height and 2 cm in diameter, which remained easily visible for about 1 week.
The mice were sacrificed at intervals and prepared for dissection by wetting the skin and fur thoroughly with a Roccal solution of 1%. To prevent the undesirable entry of blood, cells of which invalidate the observations, a pair of sharp scissors was heated frequently in a flame before cutting the skin. A cut was made around the air enclave through the subcutaneous tissue, allowing a margin of skin to remain. The edges were lifted to reveal a thin membrane sac of connective tissue. This was carefully dissected away from the musculature of the animal's back, and the whole preparation of skin and intact air sac was laid upright on the autopsy tray (Fig. IF) Fig. 1A to E are examples of the cells in cytograms on cover-slip preparations. Fig. IF is the bacterial-air enclave dissected from its site in the mouse.
